In this study, partially purified K + -H + ATPase from frog gastric mucosa were obtained by using differential and density gradient centrifugation.
Introduction
Ganser and Forte [1] have described a potassiumactivated proton-transport adenosine triphosphatase (K + -H + ATPase; EC 3.6.1.36) in microsomal fraction of bullfrog cells. The K + -H + ATPase system existing in tubulovesicular system of gastric parietal cell is able to exchange K + for H + in electroneutral fashion and is thought to play a major role in gastric acid secretion [2] [3] [4] , Although considerable progress was made on K + -H + ATPase enzyme system there is several issues still remain unresolved.
In the present study, attempts were made to estimate the specific activity, kinetic parameters and storage conditions of K + -H + ATPase in frog gastric mucosa.
Materials and Methods

Materials
All reagents were of highest purity available and were obtained from BDH (England), Merck (F.R.G.) or Sigma Chemical Company (U.S.A.).
Preparation of K + -H + A TPase containing membrane
A membrane fraction G! (containing low density microsomal membrane vesicles) derived from the apical plasma membrane of parietal cell was obtained from the frog gastric mucosa by a combination of differential and zonal density gradient (ficollsucrose) centrifugation by the methods detailed preReprint requests to Assoc. Prof. Dr. Turgay isbir.
Verlag der Zeitschrift für Naturforschung, D-7400 Tübingen 0341 -0382/88/0900-0625 $01.30/0 viously [5, 6] , Briefly the antral and cardiac regions were cut away and the glandular mucosa was removed from the muscle by scraping. The scrapings from the fundic mucosa of stomach were homogenized in an icecold medium containing 250 mM sucrose, 0.2 mM EDTA, 5 mM Tris-HCl (pH 7.4) to give a suspension containing 10 g wet weight of tissue per 100 ml. Crude microsomal pellet prepared by centrifuging the post 12,000 x g supernatant at 100,000 x g for 90 min. The pellet was resuspended at a concentration of 1 mg/ml protein again in homogenizing buffer. This suspension was layered on top of a discontinuous gradient of 7.5% (w/v) ficoll and 37% sucrose, and centrifuged in IEC-B Damon, SP-110 type rotor for 1 h at 78,000xg. Fraction G! (on the top of the gradient) was suspended in homogenizing solution and was used throughout in the experiments. All operations were carried out at 0-4 °C.
Assays of marker enzymes
Both succinic dehydrogenase and Na + -K + ATPase used as mitochondrial enzyme markers. Methods for measuring succinic dehydrogenase activity described by King [7] and Na + -K^ ATPase activity as reported by Reading and isbir [8] were employed. K + -stimulated phosphatase (PNPPase) was assayed as the release of p-nitrophenol from p-nitrophenyl phosphate according to the method described by Forte et al. [9] . Activity changes upon storage was shown in Fig. 3 . A sharp decrease (about 40%) occurred for the samples stored at room temperature by the end of a day. On the other hand, samples stored at -40 °C in glycerol solutions were stable. After two months, minimum activity lost was observed for the samples stored at -40 °C in 40% glycerol solution. In this condition, activity lost was 24%.
Discussion
The overall ATPase reaction measured as the release of Pi is a complex reaction as substrate ATP have both stimulating and inhibiting effects.
Significant substrate inhibition was found at pH 6.5 and 7.5 for ATP concentrations greater than 2 mM. Inhibition was more pronounced at pH 6.5. It was reported [12] Our study showed that samples stored in 40% (v/v) glycerol solutions at -40 °C were very stable.
